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(57) (^IE*r) 
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im^m 1 1 mmomm^ i xmzti&im&m 

?fl£3tr & * "J =Ot ? l^tff- s 'J T/l^^ >f .Aft? 

ft P C Rj£fcJ;-S) H C VSfE^comg^fciibfcffil * feft 

[ 2 1 Hute^- y ^5 ? - h is^m^iE 

#g^2T'*£*l&JS«Ii?'J£:3ri-6 2 OiMltfp£>)£& 
ff*Jf 1 IE® ^7° 5 A v- . 

[|f*Jl3] IJ^2i<9l!?U#^3T-*$;h.&J&»IE3»J 10 
ftiPC RfefciS HC VJtfETOMSCO^^fflV^n 

&y;\'--xfl!|:r^4v— . 

[HW<II4 ] mia^ U =f * $» U:**- Hti. EW**>ii 
fflF3r2-?jiiZti61B&&ffltlrt-& 2 Oi£ft#-£>j££ 
I f^JS 3 K«»T 9 >f "7- . 

tt&3 fix 1 ^ *ttSTO ttHSIK^aSfcflrv » fc 
■C* * » yw-f A^tH P c Rffitc i^HC VJHe^ 

iwmms] iWOTix*i2iE««7* , 7-H«r^ 
ff*JS5. 6Xfi7feii<7)Tn-:/££ffi*<K Wfo 

a. 

[^<^fWfrl&Hjn 
[00 0 1] 

PCRifefc.fc&csiBfe'MJl'.x (wnWff^ts^T 
thcvj kv»a ) wM©sri£3feiffc't*Lfcfflv^<is 

[0002] 

[fi£*?)Kffi] fi!* J: D . jUiS^wKS+WHC vo« 50 



IK?PCR (RT-PCR) ifcfcj: DfFfiriMi 

TV**. itftfrSjfci, (1) Jtoj»*»4»tf>RNA (HCVit 
fiTtiRNATfti) COttffi, (2) tttfjLfcRNASrtl 
SfcticDNA^lR. (3)lstPCRfcj:&JfflI, (4)2 
ndPCRfciSfttH (Stt*±H c *fc«>iCi»lit±2IlItf 
^3 (nested PCR) ) . (5) TtiV3—Z>yA&$SMM* 
(6) T-**5«fc^3. 6X«fcJ:*)fMr*>;HT^*. 
4 fc , IWRT-PCRffit Southern'^ 
fcRT- P CRSouthern^-CffifBi5RNA^a-r.S >I t 

i>mssvt>&. 

[0003] 

[ ^aaawsfe l «t d t -r * mm i h c v«>> ^ n^xii 

TffllTft*. LA^L**^ ±fa<7)RT-PCRj£T 
fctt'Ci'&V*. RT-PCRSouthernffiti. Xg 

jwwrc#iaaimia*«3b»*»*. hcv«i@i ±t 

[0005] 

-& y ■< J^tkBi P C Rife ( Proc . Natl . Acad. Sci . 
USA, Vol. 88, pp. 7276-7280, August 1991, Biochemi 
stry; tf&¥6 - 5 0 0 0 2 1 ^fg) ^ffll^HCV 

vm&tfiKto ZtlzZ <0±MiBmM&TZ &cr>X'l± 

fc C J: 9 U T/t-^-f AtKB P C R&^fflt *Z ^(c^Si 
JSt= , &v ^Htt* t-)THCV * jEWc«*-* - i: 

[0006] -rtr*>ife . i»(*W>i»!HM- 1 

T'^§irS^ffi?«J«d*>)ii^-r.S. l 5J^^v^L4 0 

yr/k^^f A^ajpcR^ci^.Hcv®^oa!i 

h. ^fiWWi. BEM^iS^#^3-C^§*l.SJg 
aSKI^dfeillSW* 1 5«aMrv*L4 0ii»*^^ 

ffia^q & ^th * y ^5 ^ v * f - k t* * . y r/i^ 
A^mp c Rfflzx shc vjifE^w-aa^o^^ffl 
v^^ix-S. y A'-xjirr 9 v-*ts»rft . $ fefc, * 

BIN'S 1 5iSffi^V^t'1 (>mk/r^f8.&mmiW£ : & 



(3) 

3 

-%kM&Mt m— coya-f Ug-g-^ixT ^6*§£fc:ti 

» ±IE^8Jc07 * V- Kfflijy 5 >f v- fc . ±te 10 
[0007] &3%mcr>7 * v— Hfflijr 5 v-ti. ffi^i] 

mom^m^ i -r-^sn^jsasd^jwa ^i^-r ^. 1 5 

tt»Srlf^L4 0*ai. #£L<iil8&£&i^L2 21£ 

2fcr^$ft3 . 2 oi£K^j«&J&ai^j£W-r& k<?> 
£i^f& Sri*. Wfflm*3r2X-niZti2>l& 

mama, Hcvysj»0ym5 8ttnjt?u*+\* 

(KTF, T5 8n t j iO±a^ie®) ~7 7nttffi^ 
-r&* J COT'&&. Srik HCV^V^O:£gi3£Ii?!lti& 
SBT'S) 1 ?. Kato N.et al., Proc. Natl. Acad. Sci. US 
A 1990 ; 87:9524-9528 tiEis§*VO^„ 

[0008] 2fs^Hgco»jyN*— xmTH V— (5. ffi^lJ^ 

<7)ffi^js^-3-c^sns^BSM«a^ji^£-rs 1 sis 

ffi3r^L40*£K, L<i±l 8<g3£&uL2 2Jg» 30 

?IJl±, H C V^7i«2 9 4 n t~3 1 3 n t D W ^ 
[0009] *SMH«07"a-:rii. *Vzf*9 VJt*h ¥ 

**J. ■»HM-6'CjS§n*«3Hi»«iHCvyyAtf5 

84 nt — 1 09n ttffi^fStWibS. 3:45, T 
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4 

[0010] i»aantf-*-atjefe*i4. ai^iif-^- 

fcL FAM (6-*/^i/-7/^l"yfe'f y) 
A'-§£3£fefil£:l/ti±. TAMRA ( 6 -#;l-**3f >— 

e et al., (1984) Nuc. Acids Res. 12:3387-3403^^1 
yeretal., (1990) J. Am. Chem. Soc. 112:1253-1254 

izmnztix^z. 

[ooii] ^wncQumxii. ±ia*^o^* v- 

-r^^HCVit^^ilStt-CjSffi^PCR ( RT— 

PCR) £fif3rt\ RJ6»»»fe«9»l5«rUr;^-f Afc 
^ (O'J r/l'^'f AM p c RSSWi&tt 

[0 0 12] SJSti. HfcffcHCVORNA. ±M7* T 7 

2rt>^rr^t.<?)) , dATP, dGTP, dCTP, dnP^#tf?S^ 
ZfflmLXff&d. dTTP(;f^X.T. dUTP$-ffll\ 
;U-N-yj3y5-lf(UNG) ^HDX-Sifct-J: 
0. HalllcoPCR^i*^i50iSADNA^»-r^e:t 

^HfcipKE^ixTV^. rjri3. S^imtLTti. hcv 
Z&^rf&M^cofo&^-?ixc?>i>cDX'X)-oXij£< . m 

ttfimme>iimx'h&. Hcv^RNA^sisfti. m 

i«RT-PC R^-^-t lai^ft'Sr a a t . T 

tmmmiz b&ikmztmztix . 

[0 0 1 3] MJET'ii, HCVWRNAJIKt 
LTcDNA#-&j£$*U <5CV^T\ ■lOc D NAJii 
t LX P C Rl; J; D N AOig|BtfB$ . N A 

it. ±.idyv-ybmmtt}%fm*'£A,x'^z(?>x\ y 
v7-y(.-jt -*3gWc®«oii<iDN Atc^^ y-r x-r 



(4) 

5 

ft. ro-ra^^vr^y^xLfctfffl-c. ra 

--f#t W -f U ^4 X LX ^ ft-#£lD N A £iSM i: "T 
ftff^jWBS ft 4: . D N AjK U 9 — «0X 3f V * ? U 
T~ fe'SSttfc i K> /o-^ 5 ' 5tM*4»)tafeiWK3 

gu^css-^six'?: ^ft ^-^^fest 

ti. DNAcoJii|S*>^=5:^<5 F )T\ rn-^IJDNAt 

n a ^^aj-r ft ^ t a^resr* ft . 

[0014] *l|HJW^-C(4. M#5$Jg£ U 

Ife^^WHCVRNAC^fta^Uii;.. iJ^V* 

^^^•c^^^^iiJnl-fto M-*M 

^ft^fc^«fcD. ftJT^m^HCVRNA^^KSlJ^ 
3 Z t WX'Z ft . J; 9 jy«<j£f ± . Wi.tf , H c 
VRN ASr^-iSr^^r 4 ^ ^ hn- MztiWZ>& 
(tfiRtf 3~i cr>^&m.<r>wm 
«H«l O^HBffitt-ClSSL. aBCSUfea^wHIt 
SriBx. ft-!M ?;HRfc W** -It lei 9, jEfftctttftK 30 
^cfJiOHCVRNA £5£4$J5&r ft - fc ft . ^=5: 
*>To. ^f^^4iC0HCVi0RNA^^ffl*im^«SW 

tc. iieUffiSTjei-Jt^f^^ ^A*fc**t=i: ft - 
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6 

Lrt>wi\ raiM ? )vx*mm.*:mz-hfy%m^h £ t 

fci O^ge^'+'WHCVRNAOfi^SMSIS-rft^ 
ft. t^-?T, ^fPJ^&fcriftfcf. TOR 

T-pcR^j:-3t;. pcRmzwrnm^tt-oxm 
mzm^&Wiftti^^xh o , # mzmmx-fo ft . 

[00 15] 

[USSMJ WF. ^ZtWZmMMlz^Z X OftttWfcr 
fflUTC-ft. fc^fcfc. ^flHfltiTieil^JtlRS^^ft 

[ 0 0 1 6 ] gUMi 

(1) 7"5-fV-<7)^-fi£ 

EW#»§-2 ^$*l.ft 2 0JSS3&>^fi£ft^@il^JSri§-r 
S20mer(7)t l JrfDNA^l:¥ML, 7*«7— F 
ffl!:r9>rv-fcUfc. 4)t, IB»J#5?4£*$:flft2 0 
iggfr jS.ftJg*IJ?a) ft 2 0mer<Ot'J^DN 

[0017] (2) ro-/«n 

KW**6 fc*§#lft 2 6gSd>&jftft£iEKftl£3rf 

S26me r^t'J^DNAjft^Lfc. dO^U 
r/DNA05' 5fc38fcrFAM£, 3' jfciigfcTAM RA 

[ 0 0 1 8 ] (3) ^BERNAOTiW 
HCVitfS^C05' M««fr*trr9X5H-C*«pCII 
5(J. Virol. Vol. 66, p. 1476-1483, 1992) L 
TT7OT^7- tfC i 0 1 7 6 2tg»7>RN A£-£f£ 
U 5.04 x 10 7 *»t5.04 x 10° =T e-/jLt 1 itl Ofg 

[ 0 0 1 9 ] <4) Rffi&nfflM 
IStLTyJ . 7°n— yjtWerkin Elmer TaqMan EZ 
RT-PCR Core Kit (ffitffcS. Perkin Elmer^S?) 

x , Rjef - A-r i o . tie^ i i,z^-t%j®i8.& 

[0020] 
[311] 
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7 




8 




TTW \JX 1 / 




Tv t? p 


17 




RY Tstfftlnti R7 Buffer & 

oa latin oil ca dui ier a 


10 

J.U 


1Y 

-LA 


in nM rtATP 
-LU UIH tlAlJr 


1 




1 n nM HfTP 

iu nn Ovir 


1 

X 


^UU fX iVl 


xu nn ov/ir 


J. 


9ftA r# TUT 


20 nM dUTP 


1.25 


500 MM 


15 /iM7*»7- Fffi^-fV- 


0.66 


200 nM 


15 ixMU/^X«^>fV- 


0.66 


200 nM 


3 /iM^n^ 


5 


300 nM 


rTth MA if (2. 5 U/ 


3 


7.5 U 


A»Erase(ffiiS£) ONG (lU/nl) 


0.5 


0.5 U 


25 nif Mn(0Ac) 5 


6 


3 nM 



[0021] (5) UTVki'-f A^ajPCR *PRISM 7700 Sequence Detection System ((Siffi^. Perk 

Perkin Elmer MicroAmp Optical Tube (t&Rrfe. Perkin in ElmerttSS) C-b'yhL Kn r Of£rrTRJft£?T&'-? 

Elmerttl?) 1 **>tz *) . ±tB»Sift£ 4 8/z 1 Jp^, fc. PCRtf)#lM ^A45t«M£SIK*«l£L7 f -^S' 

* £ £ JiffiMEUfiLitEfrfcR N A^?g 2 ju 1 * jfe!lD Ltz . 20 JRJfi Lfc . 
^77" (Perkin Elmer Optical Cap) £L?tf&. ABI * 

£ADNAff)UNG£J:&4MtK£ 5 0<C. 2#B 

6 0XX 3 0#HI 

UNGtftfSffi 9 5°C, 5^[S 

PCR 9 5^, 2 0&RI 

6 0"C, 1#H 

i«PCR-9">f^/W453|g*"5jBtfc. * [ 0 O 2 3 3 gjfifcgj2 

[oo22](6) jgn (1) mkucvRUAnmm 

?A*ia«K. 9b^fl£*>S£fl:fc*19W=fc otr CSflriJjm#c7)llll?»«-2 O OylC IS0GEN-LS(ffi,ft 

a >y b LfcSSi£H 1 IC*^-. 01*. *B^Sffi»t: 30 - -y jK^'-yatg^T-^^t^T*- r-^ 

K««t»<OHCV«>RNA«3trHR (KfW±-hK<0 ^BtttHiffll^) 60 Oju 1 ( 2ME 3/il.tRN 

±^2^1^^ ±im& Ot-/ju 1 ) O Al OjugjftBn) Srfln*.. JjC+tel 54HB»«l^fc. 1 

2{g) ff3S^m»i^t. HUO. Wi^^WeC 60w 10?c?tJ*/Wx£Jux.,. *«+>Tl 

»tiov^r. fcs-stwM ?/WB*ja?**-cfc*9fc* 12000 x g -ei 54Ha»ftfrUfc. v 

m^mtim~mwr%>z.hij i k>fr&. *lt, .ros* TmmsiffiEeiL 12000 x g t-i oiHa&frUb. 

^^m^^Jn^t&^a^^/HRtiM^g^f't'O Wt\ lm lc7)7 5%X^y-^T'2Hlgt#L. 2 0/x 

HCV^RNAntr-Scs&^S^Sif^St^fc^*)** 1 CODTT ■ RNase BW^DEPC#*C»WU 

S. *Jt. ±3EUT^>fAPCRfc4JV^T. HCV<59 t'-8 OXTCfl^Ut. 

RNAfc-ft-asSrV^ifiHfcov^-CtPSrofc^-r-fyav 40 [ 0 0 24 ] mffiMl tn trn-r. v— fclfl 

ho-;U7)3~l 5iM ^/KCtS»t&Sa6MaE«WWI V\ HUM 1 fcR&»S0>»E»E*WKLfc. Perkin E 

HOI Of££M*t*:U £alM£fi;L*r*M ^AiR lmer MicroAmp Optical tube 1 #26fc 0 , «IOKJ£*fc£ 

(•T**.*>. ®3K3M&fi^**Cl8*L*^fcie<W^ ? 45.5/x 1 in*.. *ifc±iE««llll»**RN A»«4.5 

) . r n a r? u-iicw^ffl*rsc^ muz . ^ i . mmm 1 1 mmizKmzft*^ . #-9->r ^ 

±mmmi:mttz^ rrvBLtwmzt o-croy h l ^4*fc«3istaffigufc. t*«RT- pcRSout 

fcH*H2fe^-. H2*£^i"J:afc, RNA3KHS hernffi^fllfflL3tTtlBRn a n(Ainpricor (j^pn-'S) , Wolfe 

0^ffl^fc±ieg3ffi^®X.5t^-f ^/l^fccO^tiit L.. etal.. New diagnostic tools, PP . 83-94, 1994) 

mmifilM (ffl^^0.990), ±iS-9->f ^/MRtWe &l^bDNAffi (Lau JYN, et al., I.anc«l 1993;341:1501- 

^&Ztiz£QWimm*t>V>}lC\/<?>RNA$;%mM%. 1504 )tC c fc , ?. Ht*ttKW^Ol^TMCVltNA<^ 



(6) 



ftfflip 10-248579 
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[0025] 





HCV RNA 




Ampl icor (jffitfttfi) 


bDNA 






kl^nt^/ml) 


(xlO* ntf-/«l) 


Cxltf /ml) 


1 


5-5 


<0.5 


867 


2 


950 


15 


66670 


3 


1400 


5.6 


77780 


4 


5300 


7.4 


77780 


5 


330 


0.58 


3778 


6 


9300 


7.8 


N 55560 

\ 


7 


5.9 


<0.5 


7§6 


8 


420 


1.8 


12220 


9 


<1.0 


<0.5 


<0.22 


1 0 


110 


<0.5 


3556 


1 1 


2 


<0.5 


24 



loo 26] m.2\,z^ti& j:-5(c. ^WMcoyrm^x 20* [0028] 



[00 27] 

[fgBB^S] *5KHfc i 0 . HCVS-^JSKT'IEffi 
HM 

TGAGGAACTA CTGTCTTCAC GCAGAAAGCG TCTAGCCATG 



ffi*>J##: 1 
ffi^JIS : 4 0 



40 



555 



[00291 mm^r : 2 

mmw&z : 2 o 

KM 

CTGTCTTCAC GCAGAAAGCG 
[0030] ffl?m*T : 3 

ffi?lJtf)S£ : 4 0 * 

mm 

CCTCCCGGGG CACTCGCAAG CACCCTATCA GGCAGTACCA 

[0031] rnmrn^- a &w.n<7m mm 

mmco&z : 2 o a 
mm 

CACTCGCAAG CACCCTATCA 

[0032] mm&^ : 5 4o+mm<nm ■. mm 

mnco^ : 4 6 ♦ 

mm 

AGCGTCTAGC CATGGCGTTA GTATGAGTGT CGTGCAACCT CCAGGA 

[oo33isi»^:6 *mm<m-.wm 

U¥\<r>&% : 2 6 * 

mm 

CATGGCGTTA GTATGAGTGT CGTGCA 26 

[01 1 *^<0*«tcJ; 0 . #«8^]iL»4<<?)HCV [1*12 ] #«iiS»H:-?v^HCV«RN Aeon 



20 



40 



20 



46 
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0 2 4 6 8 10 14 IB 22 2S 30 34 38 42 46 SO 54 



5&.00 




0.00 1.00 2.00 3. 00 4.00 6.00 8.00 7.00 0.00 9.00 



PCRMtaKrOHCV RNAfflae-»(*«8S) 



(5D int. ci. e mmd& 

G 0 1 N 33/576 

m ijfci*mumwBr 6-6 ^AnBftiooi 



F I 

G 0 1 N 33/576 Z 

(72)^HJ# 4tW M=f- 

m^H5#MEWm-T@45#ll^'?-^^ 

(72)^nji# JIIP Mr. 



